Background: Today, Lack of efficient therapeutic strategy for breast cancer (the most common cause of death in women) is one of the momentous problematic topics for all health care committees. Designing new specific vaccine, based on antigens located on the surface of cancer cells can be useful. Over expression of ROR1, lacked of HER2/neu, and hormone receptors on cell surface in the breast cancer, introduce this protein as an appropriate candidate for designing cancer vaccine. Objectives: We hypothesized the extracellular domain of receptor tyrosine kinase like orphan receptor 1 (ROR-1) along with a super antigen such as staphylococcal enterotoxin B could be a potent vaccine for drug resistant breast cancer. Materials and Methods: Here, we assessed the findings of bioinformatics analysis to identify the antitumor immune properties of this chimeric construct. In addition, the stability, physic-chemical properties and allergic potency of designed fusion protein were investigated by valid bioinformatics software. Results: Our result suggested that chimeric model is capable to be a stimulant of both T-cell and B-cell mediated immune responses with an acceptable accessibility and solubility but without any allergenicity. Conclusions: The ROR-1 with an enterotoxin B could be a potent vaccine for breast cancer.
Background
Breast cancer is one of the most common causes of death in women all around the world. It is estimated that more than 1.38 million new women suffered from breast cancer (1) . Anti-estrogen therapy is the choice strategy for estrogen receptor positive breast cancer patients. However, a large number of breast cancers do not respond to this type of treatment because of lack of estrogen receptor. Furthermore, another group of breast cancer becomes insensitive to hormone therapy after first therapy and immediately promotes to grow (2) . Although chemotherapy is an alternative strategy for treating insensitive and metastatic breast cancer, but many of the treated cancers often develop a recurrence. Therefore, innovating novel agents is an urgent requirement for attenuating the mortality rate (3) . The receptor tyrosine kinase like orphan receptor 1 (ROR1) is a transmembrane protein and belongs to the receptor tyrosine kinase family (4) . This protein has five domains, three extracellular including an immunoglobulin like motif, frizzled and Kringle domains, transmemebrane part and an intracellular tyrosine kinase domain (5) . Over expression of ROR1 is found in the embryonic stage (6) and several cancers including B-CLL (7), B-ALL (8) , gastric carcinoma, non-small cell carcinoma cell lines (9) and breast cancer (10) . Zhang et al. revealed the overexpression of ROR1 in the breast cancer related with lacked of HER2/neu and hormone receptors. Moreover, upregulation of ROR-1 in primary breast cancer is associated with poor differentiation and shorter survival rate (10) . There are limited or lack of ROR-1 in normal cells while over expression of this protein has been reported among human cancer cells, therefore ROR1 may be applied as a potent target for immunotherapy.
Staphylococcal enterotoxin B (SEB), a 28 KDa superantigen, is a powerful T cell activator. This protein binds to MHC class II on antigen presenting cells (APCs) and then forms complex with the variable region of β chain of T cell receptor. The binding site of SEB on the APCs has differed from that of specific antigens (11) . SEB exerts a potent mitogenic effect on both CD4+ and CD8+, increasing cytokines including interferon-γ (INF-γ), interleukin 2 (IL-2), and tumor necrosis factor-α (TNF-α), finally promotes a powerful antitumor immunity (12) .
One of the main goals of immunotherapy against tumor is to create a specific tumoral antigen response that participates to the tumor eradication. Designing the combined construct, enabling to activate both cellular and humoral anti-tumor immunity is an effective therapeutic method which restricts or eradicates tumor progression. To date, it is possible to design a suitable combined construct, based on B cell and the T cell epitope map using bioinformatics methods.
Objectives
Here, we purposed to design the immunotherapeutic target constructed having two parts. The first one was extracellular domains of ROR1 as specific tumoral antigens for inducing B cell lymphocyte and second one is SEB, an adjuvant to create anti-tumoral response via T cell lymphocyte.
Materials and Methods

Protein Sequences and Designing the Construct
To obtain the protein sequences of ROR-1 and SEB, the UniProtKB database was used. The accession number of SEB and ROR-1 was P01552 and A2VCQ3, respectively. To make a fusion protein based on ROR-1 and SEB having robust specific anti-tumoral activity, the extracellular part of ROR-1 containing the frizzled domain and Ig-like C2 type domain was selected and joined to the complete sequence of SEB with GSGGSGGSGGSG as a hydrophobic amino acid linker. To survey the antigenicity of designed construct, the online database VaxiJen v2.6 was utilized.
The Physico-Chemical Characteristics
The physiochemical features, theoretical isoelectric point (pI), molecular weight, total number of positive and negative residues, extinction coefficient, instability index, aliphatic index and grand average hydropathy of recombinant construct were analyzed by the Expasy ProtParam server (http://us.expasy.org/tools/protparam. html).
Prediction of Secondary Structure
To assess the secondary structure of ROR-1-SEB fusion protein, the online database GOR IV (13) were performed. To confirm findings from Gor4, fusion proteins evaluated by PHDsec (https://www.predictprotein.org).
Prediction of 3D structure
The 3D model of the designed construct, was evaluated by the I-TASSER online server (14) . To compute the Energy minimization and Ramachandran plot of the suggested 3D model, Swiss-PdbViewer and Procheck server (15) were executed.
Prediction of B-Cell and T-Cell Epitopes
To predict the linear and conformational B-cell epitopes, full-length primary sequences of designed fusion protein were computed using BCPreds (16) and web server CBTOPE (17) , respectively. In addition, for prediction of discontinuous B-cell epitopes from three-dimensional protein structures, Discotope server was employed (18) . Furthermore, to identify the antigenicity of selected BCPreds epitopes with the cutoff value of > 0.8, the VaxiJen (threshold = 0.4, ACC output) was used. On the other hand, BCPreds software was utilized for predicting continuous B cell epitopes based on different parameters including hydrophilicity, plasticity, exterior accessibility, antigenicity, flexibility, surface exposed, and polarity along full length designed construct. To survey MHC Class I and MHC Class II binding common epitopes, Propred-1 (47 MHC Class I alleles) (19) and Propred (51 MHC Class II alleles) (20) servers was exerted, respectively. In accordance with two mentioned servers, the whole numbers of MHC allele interaction were estimated. The antigenicity value of predicted epitopes was analyzed by VaxiJen.
Prediction of Allergenic Regions
To recognize the possibility of existence of allergenic regions, AlgPred was used. The server predict allergens along the fusion protein sequence in accordance with similarity to known epitopes. Next the allergenicity was evaluated through SDAP database (21).
Prediction of Protein Solubility
To assess the protein solubility, the recombinant protein solubility prediction was exerted (22).
Results
Designing the Construct
The extracellular part of ROR1 was selected for designing the N-terminal of chimeric because of its accessibility to antigen presenting cells. This part has consisted of the Frizzled domain, which involves in proliferation, cell polarity and cell developing, and Ig-like C2 type domain, which participates in cell-cell recognition and immune system stimulation. Full-length of SEB was conjugated with GSGGSGGSGGSG linker to ROR1 and formed C-terminal of the described construct. Figure 1 depicts the schematic diagram of chimeric construct using DOG 1.0 software (23) . Based on VaxiJen outcomes, the antigenicity index of ROR1 fragment alone, SEB fragment, linker and the combination of all three mentioned parts were 0.6488, 0.5618, 4.9849 and 0.5994. 
The Physico-Chemical Characteristics
Our construct has 517 amino acids consisting 65 negatively charged residues and 62 positively charged residues. Its molecular weight was 59.0199 KDa. The value of pI was 6.42 that indicated the acidity feature of the designed construct. The extinction coefficient of ROR1-SEB was 58,065 M-1 cm-1 at 280 nm. The appraised half-life was > 10. In accordance with an instability index of ExPASy, ProtParam (< 40), ROR1-SEB was categorized as an unstable protein (instability index=41.90). The alphabetic index and Grand average of hydropathicity of ROR1-SEB was 70.48 and -0.527, respectively. Figure 2 illustrates the pattern of secondary structure of ROR1-SEB predicted by GOR IV. Based on our findings, the structural content of ROR1-SEB was composed of 18.64% alpha helix, 27.38% extended strands and 53.98% random coil. Full length of ROR1-SEB is made up of 33 random coils, 30 extended strands and 11 alpha helices. As summarized in Table 1 , the secondary structure pattern of the chimeric protein is similar to the extracellular part of ROR1 and SEB.
Prediction of Secondary Structure
Prediction of 3D Structure
As findings from I-TASSER server, five three-dimensional models were afforded for our designed protein fusing with GSGGSGGSGGSG as a linker. Figure 3 illustrates the best tertiary model predicted for describing protein, which has three separate parts and two domains. The confidence score, as a factor estimates the quality of suggested model was -2.22. What's more, the expected TM-score and RMSD were 10.9 ± 4.6 Å and 0.53 ± 0.15, respectively. Additionally, we fused two proteins using (HDPVRVS) 2 as an alternative construct. I-TASSER results from predicting tertiary models for this alternative construct showed no appropriate structure therefore we exerted all our analysis only on the first construct. The Ramachandran plot assessment viewed that 80.2% (413 amino acids), 11.1% (57 amino acids) and 8.7% (45 amino acids) were situated in the favored region, allowed region and outlier region, respectively (Figure 4 ). The quality assessment of the Ramachandran plot revealed that more than 90% of residues located on acceptable (favored and allowed) regions. In accordance with Pdb Viewer analysis, the energy minimization amount was -9536.065 Kcal/mol that portended the plausible stability for our designed construct. Tables  3 and 4 , respectively. On the other hand, the predicted B cell epitopes were determined in accordance with different parameters including hydrophilicity, flexibility, accessibility, exposed surface, polarity and antigenic propensity with the respective thresholds of 1.9, 2, 1.9, 2.4, 2.3, 1.8 and 1.9, respectively. As demonstrated in Table  5 , although applied linker has been determined as a hydrophobe and flexible epitope, it showed no surface exposed epitope, having to interact with antibodies. Table  6 summarizes the predicted epitopes, which can simultaneously interact with B cell, MHC class I and class II with the highest number.
B-Cell Epitopes
cutoff values of 0.8, 0.8 and 0.4 for BCpreds, AAPpreds and VaxiJen, respectively. Moreover, the conformational B cell epitopes were evaluated by two servers termed Discotope and CBTOPE and their data summarized in
Allergenicity Property
Based on outcome from AlgPred and SDAP database, our construct viewed no allergenic sites along its sequence. Furthermore, it had no great similarity to the allergen listed in SDAP library.
Protein Solubility Prediction
According to outputs from recombinant protein solubility prediction, our designed construct possesses 36.6% a solubility chance after overexpressin in E.coli. 
Discussion
Development of efficacious therapeutic strategy for some of the resistant malignancies is the main emergency of health organization all around the world. Nowadays, design of appropriate and safe vaccines which stimulate the immune response actively or passively, are the hot topic in the field of reverse vaccinology. This area is closely related to computational vaccinology that recruits discrepant informatics tools to predict efficient Tand B-cell functional epitopes to improve the properties of an antigen based vaccine (24, 25) .
The principal purpose of the current study was to design a unique construct, including two antigenic parts, which adjoined together through hydrophobic linker (26, 27) . Theoretically, our structural model could augment immunogenicity of ROR-1 protein and owing to the presence of staphylococcal enterotoxin B as a potent superantigen; its probability evokes a wide cellular or humoral anti-tumor immune response. As respects to the momentous role of linker in representing the pattern of various epitopes throughout the chimeric protein besides maintenance of its functional properties, the linker selection is a key point in designing of the fusion protein (26) . In this study a flexible linker, GSGGSGGSGGSG With 12aa, was used to separate domains of two proteins. Aria et al. repotted the multimerizing property of short helical linker compared with longer ones. Furthermore, a flexible linker based on shorter conformation plays an efficient role in comparison to those with the helical linker (26) . To predict the secondary structure of a chimeric protein, the GOR method was applied. This software allows estimating the possible secondary structure of each amino acid together with its impact on the condition and structure of adjacent amino acids. The most abundant structure within our fusion protein was a random coil that could be due to the presence of a high amount of hydrophobic amino acids such as glycin. In accordance with finding from the physico-chemical parameter analysis, our fusion protein had an acidic nature with the high extinction coefficient at 280 nm, which is owing to high content of Cys, Trp and Tyr. In contrast to partial instability of our fusion protein, its estimated high alphabetic index infers to protein stability in a broad range of temperature.
One of the most important problems in the designing of recombinant protein is the biologic functional characteristics. Although prediction of secondary structure by ab-initio methods or folding recognition is able to detect some of the limitations (28), prediction of threedimensional structure through comparative and abinitio methods attenuates several errors (29, 30) . The three-dimensional model of the fusion protein ROR-1-SEB protein was accounted using the I-TASSER server (14) according to their confidence score (C-score), Z-score, RMSD and TM-score. This server suggests five models for our chimeric sequence that model 2 had more c-score between them, therefore it selected for further evaluation. Expected TM-score obtained 0.53 ± 0.15, which accredited the validity of the model. A TM-score more than 0.5 portend accuracy of topology. Data from Procheck Ramachandran plot demonstrated the stability of the fusion protein. Thereabout, 8.7% of the residues located in outline region, which, could presumably be owing to fusion. Since the purpose of designing a vaccine is the generation and selection of a candidate with the potential stimulation of strong responses (31), we analyzed the epitope maps for B cell and T cells. At first, we predicted linear B-cell epitope overall the chimeric sequence using BCpreds. Moreover, for recognizing the epitopes involved in antibody-antigen interaction, the estimation of conformational epitopes is an essential in the computational vaccine design which executed using both structure and sequence information based method, including DiscoTope and CBTOPE, respectively. Our result showed the copious b-cell epitopes, though some of the solely predicted by one method. In order to predict the map of T-cell epitope and binding affinity to both classes of MHC molecules, Propred and Propred-1 were applied. Numorous T-cell epitope with a high antigenicity score were suggested by two methods, but we only selected those epitope that is simultaneously proposing as B-cell and T-cell epitope (Table 6 ). Our result suggested that our structural model represented the epitope that are capable to be a stimulant for both Tcell and B-cell mediated immune responses. At last, this structure showed no significant resemblance with the allergen in the SDAP library.
